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Entry of HIV is accomplished by the trimeric envelope spike (Env), a conforma-
tional machine that avoids recognition by antibodies through a 2-receptor
mechanism of activation, involving CD4 and a coreceptor. We introduced flu-
orophores into distinct domains of gp120, the receptor-binding subunit of the
spike, and monitored the conformational changes though single-molecule fluo-
rescence resonance energy transfer (smFRET) measurements on the surface of
infectious HIV virions. smFRET trajectories revealed transitions between three
conformations intrinsically accessible to the unliganded Env. Binding of CD4
stabilized one of the pre-existing states. Binding of CD4 and the coreceptor-
surrogate antibody 17b stabilized a second pre-existing state. Markov modeling
of the smFRET trajectories indicated a preferred order to the conformational
changes with the CD4-stabilized state an intermediate critical to achieving
the likely coreceptor-stabilized state. Distances estimated from the observed
FRET states were integrated with known structures of HIV Env to produce
a temporally accurate simulation of gp120, as it activates the underlying
gp41-fusion machinery. Our work provides a framework for understanding
the stepwise activation of HIV Env through successive binding of the receptor
and coreceptor.
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Influenza virus belongs to a wide range of enveloped viruses. Virus-host cell
binding marks the first critical step of infection. Hence, forces involved in this
process are essential. The major spike protein hemagglutinin (HA) binds sialic
acid (SA) residues of glycoproteins and -lipids of the cell surface of host cells
with dissociation constants in the millimolar range, indicating a multivalent
binding mode. Here we characterized the attachment of influenza virus to
host cell receptors using three independent approaches. Optical tweezers
and atomic force microscopy based single molecule force spectroscopy re-
vealed very low interaction forces in the order of ~10-25 pN. Further, the ob-
servation of sequential unbinding events strongly suggests a multivalent
binding mode between virus and cell membrane. Force probe molecular dy-
namics simulations reveal a variety of unbinding pathways that indicate
a highly dynamic interaction between HA and its receptor allowing to rational-
ize influenza virus-cell binding quantitatively at molecular level. Simulations
show that the receptor-binding domain of HA is very rigid and does not show
any deformations during unbinding of the ligand, which does not argue for any
cooperativity between HA monomers in binding. The observed unbinding
pathways are diverse and contain zipper-like as well as all-or-none unbinding
events. Notably, we did not find a clear preference for binding of the probed
influenza strains to one of the cell lines differing in the structure of the SA
receptors.
Sieben et al. (2012) Proc Natl Acad Sci USA. 09:13626-13631
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Dengue virus (DENV) affects millions of people, causing more than 20,000
deaths yearly. No effective treatment is currently available, partially due to
the lack of knowledge on the basic aspects of the viral life cycle. Here, wecharacterized the properties of the interaction between the DENV capsid (C)
protein and hepatic lipid droplets (LDs), which was recently shown to be essen-
tial for viral replication. Atomic force microscopy (AFM)-based force spectros-
copy measurements were performed with DENV C-functionalized AFM tips.
DENV C-LDs interaction was found to be strong and dependent on the high in-
tracellular potassium concentration. Inhibition of Naþ/Kþ-ATPase in DENV-
infected cells resulted in the dissociation of DENV C from LDs and a 50-
fold inhibition of infectious virus production (but not of RNA replication),
demonstrating the biological relevance of the Kþ-dependence. Limited LDs
proteolysis impaired DENV C-LDs interaction, and force measurements in
the presence of specific antibodies indicated that perilipin 3 (TIP47) is the ma-
jor DENV C ligand on the LDs surface. A peptide based on a conserved seg-
ment of DENV C intrinsically disordered N-terminal domain (pep14-23) was
shown by force spectroscopy to successfully inhibit DENV C-LDs interaction.
These advances pave the way to drug development approaches, in which inhib-
itory efficiency may be improved through lead optimization. A similar strategy
may be used for other flaviviruses.
Carvalho et al. (2012) J. Virol., 86, 2096-2108.
Martins et al. (2012) Biochem. J., 444, 405-415.
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The material properties of biological samples such as viruses are important,
and properties such as elasticity can be determined with technologies like
Atomic Force Microscopy (AFM). These material studies have a great impact
on our understanding of viral assembly, budding and maturation regarding
highly ordered viruses such as Vesicular Stomatitis Virus (VSV). VSV is
a negative sense RNA virus which is studied widely as a model system for
non-segmented negative sense RNA viruses. These viruses require the assem-
bly and inclusion of multiple copies of their RNA-specific polymerase for
transcription and replication in future generations. Despite their importance,
little is known about their locality in a fully formed virion. While studying
the elastic material property of intact wild-type VSV utilizing AFM; in con-
junction with super resolution microscopy techniques; we have discovered
that 20-70 polymerases stack at the blunt end of each virion near the 3’ tran-
scriptional promoter and form a super complex with the polymerase cofactor
proteins of the virus. Since these observations show that the super complex is
located near the only transcriptional promoter of the mature virus, they imply
a mechanism other than stochastic collision for the association of polymerase
with the promoter for initial transcription of all the polymerase within the
virus.
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Following single viruses on their journey through a host cell provides valuable
insights that help to understand the infection process. Fluorescent labeling tech-
niques together with high-resolution microscopic imaging allows tracking of
single viruses on living cells with high temporal and spatial accuracy.
Influenza A viruses were fluorescently labeled without interfering with their bi-
ological activity. Single-virus trajectories were recorded on the surface and in-
side living cells of different permissive cell lines. By using conventional
computational methods we extracted the position of viruses within each image
frame. In addition, we have applied a recently developed mathematical tool to
further analyze a special type of recurrent trajectory obtained at the surface of
living cells. using this approach we can identify and characterize microdomains
on the cell surface. We show that the viruses are surprisingly mobile and dis-
play a variety of different types of movement, which depend on the studied
cell line. The cell surface was characterized by scanning electron microscopy
(SEM) and revealed a unique topography that also strongly depends on the
cell type and the cells growth state.
By comparing trajectories obtained from two permissive cell lines we were able
to correlate the distinctive behavior of single viruses with the cell surface ultra-
structure. We used cells that are infected to a different degree and combine this
416a Tuesday, February 5, 2013with virus uptake and intracellular fusion kinetics. This allows us to draw
a comprehensive picture of the first steps of virus infection. Further we can
draw conclusions about the infectivity and could explain why some cells are
permissive while others are not.
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Ebola virus from the filoviridae family is characterized by internal and ex-
ternal bleeding in primates due to coagulation abnormalities induced by the
virus at the onset of the infection. With no vaccines or treatment, Ebola is
classified as bio-safety level IV agent with the potential to be used as a bi-
ological weapon. Details of virus assembly are poorly understood. Evidence
suggests that matrix protein VP40 is the main driving force for assembly
and budding. Generation of new virus involves a cascade of cellular events
that recruit the viral genome, the matrix proteins and subsequent acquisition
of the viral envelope from the host cell. The new virus like particle (VLP)
forms at a bud site at the inner leaflet of the plasma membrane and can serve
as a primary therapeutic target for inhibiting Ebola virus replication. Prelim-
inary results demonstrate that VP40 alone assembles in mammalian cells
into VLPs independent of other viral proteins. It binds to the plasma mem-
brane with nanomolar affinity and possesses the ability to modify membrane
structure. VP40 induces membrane curvature changes, an important step for
bud formation and egress of the newly formed virus. This project is aimed at
elucidating the mechanistic details of VP40 assembly on the plasma mem-
brane using an interdisciplinary approach. Specifically, we have employed
in vitro lipid binding and curvature assays with cellular scanning and single
molecule microscopy to investigate the basis of VP40 lipid binding, mem-
brane bending and viral egress. Our results further demonstrate that VP40
oligomerizes on the plasma membrane in a PS-dependent manner and
also remodels actin network for assembly and maturation. Our results rep-
resent a key step to understanding the general principles governing the re-
modeling of membrane by matrix proteins from lipid enveloped viruses
such as Ebola and HIV.
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A viral infection is ultimately marked by the assembly and release of progeny
viral particles. In the case of HIV-1 this process is driven by Gag. When ex-
pressed in cells Gag is sufficient to assemble virus-like particles (VLPs) of ra-
dius ~70 nm. During this process, the number of Gag proteins increases over
several orders of magnitude, from a few at nucleation to thousands at comple-
tion. The assembly process has been studied using fluorescently labeled Gag,
but expressing labeled Gag alone can lead to aberrant VLP morphology. It
has been proposed that this aberration can be rescued by an additional expres-
sion of unlabeled Gag. However, the impact of unlabeled to labeled Gag stoi-
chiometry on the morphology of VLPs has not been quantified. This is due to
two main limitations: the lack in quantification of the Gag protein stoichiome-
try in single cells, and the range of sizes of forming VLPs. Indeed, methods
such as standard fluorescence or electron microscopy cannot access all stages
of the VLP assembly process. To address these limitations we first quantify
the labeled/unlabeled Gag stoichiometry in single cells using fluorescence cor-
relation spectroscopy and a reporter protein for unlabeled Gag. We then dem-
onstrate an approach using super-resolution imaging (SR) that permits
quantitative morphological and molecular counting analysis. We use this ap-
proach on mammalian cells expressing Gag labeled with mEos2, the tandem
dimeric tdEos or a mixture of labeled and unlabeled Gag. Gag cluster shapes
are analyzed and the number of Gag proteins per cluster is extracted. We
show that for mEos2 the label has no impact on VLP morphology, whereas
tdEos leads to an increase in VLP size, which can be rescued by additional ex-
pression of unlabeled Gag.2137-Pos Board B156
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The budding of enveloped retrovirus, such as HIV, involves oligomerization of
the structural protein Gag at the plasma membrane and the incorporation of
a patch of the host cell plasma membrane in the viral particle. Previous studies
indicate that certain host proteins and viral envelope proteins are enriched in the
membrane of virus particles. Since the viral membrane is derived from the host
membrane, such specialized composition of viral membrane suggests viral as-
sembly and budding involve differentiation of the host cell plasma-membrane
at the assembly site. However, the mechanism of the membrane remodeling
process during viral assembly is not understood. using a combination of quan-
titative superresolution microscopy (PALM and STORM) and diffraction-
limited TIRF microscopy, we have investigated the spatial and temporal differ-
entiation of the host cell plasma-membrane during budding of HIV. We find
that in absence of Gag, the viral envelope protein is randomly distributed in
the plasma membrane. However, oligomerization of Gag at the membrane
leads to dramatic redistribution of the envelope proteins at the site of Gag as-
sembly. We also see enrichment of GPI-anchored protein such as CD59 at the
assembly site, while a model transmembrane protein EGFP-GT46 is actively
excluded from the membrane patch. Gag is anchored to the plasma membrane
via myristoylated lipid anchor and electrostatic interactions. Interestingly, we
find that myristoylated inner leaflet anchored proteins are enriched while pro-
teins with farnesyl and geranyl lipid anchors are depleted at the assembly site.
Taken together, our results indicate that the oligomerization of HIV Gag at the
plasma-membrane creates a specialized microenvironment, which leads to the
differentiation of the local plasma membrane. This provides new insights about
the temporal and spatial remodeling of plasma membrane during assembly and
budding of retroviruses.
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HIV gag assembles at the plasma membrane and results of budding of HIV
particles. We have monitored assembly of fluorescently labeled Gag mole-
cules at the bottom surface of cells using TIRF microscopy with variable pen-
etration depths. In this work we present quantitative analysis of intensity of
vesicle like particles (VLPs) which form with fluorescently-tagged Gag on
the cell membrane. To verify that these vesicles actually represent fully coated
VLPs that separate from the host cell we have monitored the recruitment of
VPS4-mCherry which is a critical member of the Endosomal Sorting Com-
plexes Required for Transport (ESCRT) and its recruitment indicates fission
from the host cell. Since the polymerization of Gag is a constant process,
we expect the fluorescence intensities to increase continuously over time until
it reaches a maximum, which signifies that the VLP is complete. However, we
have found that the intensities of these VLPs increase in discrete steps. In or-
der to further investigate the frequency and distribution of these pauses we
have developed a mathematical model of Gag polymerization during virus as-
sembly. This model is based on the spherical geometry of a VLP and how the
total number of Gag proteins changes as the sphere forms. We have used least
squares regression to determine the best fit of the model to the data, which we
have then used to consider how these pauses have affected the total assembly
time of the VLPs.
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HIV particles assemble on the plasma membrane of a host cell. While the
plasma membrane provides an integrative platform for the virus assembly, it
also constitutes a mechanical barrier for viral budding and fission. Gag, the pol-
yprotein forming a shell lining the envelope membrane of HIV, is sufficient to
overcome this barrier: self-assembly of Gag into small clusters on the mem-
brane surface leads to membrane bending and, ultimately, to production of
virus-like membrane particles. The mechanisms behind membrane curvature
